The proneural (PN) and mesenchymal (MES) subtypes of glioblastoma multiforme (GBM) are robust and generally consistent with classification schemes. GBMs in the MES subclass are predominantly primary tumors that, compared to PN tumors, exhibit a worse prognosis; thus, understanding the mechanism of MES differentiation may be of great benefit for the treatment of GBM. Nuclear factor kappa B (NF-κB) signaling is critically important in GBM, and activation of NF-κB could induce MES transdifferentiation in GBM, which warrants additional research. NUDT21 is a newly discovered tumor-associated gene according to our current research. The exact roles of NUDT21 in cancer incidence have not been elucidated. Here, we report that NUDT21 expression was upregulated in human glioma tissues and that NUDT21 promoted glioma cell proliferation, likely through the NF-κB signaling pathway. Gene set enrichment analysis, western blotting, and quantitative real-time reverse transcription polymerase chain reaction confirmed that NF-κB inhibitor zeta (NFKBIZ) was a downstream target affected by NUDT21 and that the MES identity genes in glioblastoma cells, CHI3L1 and FN1, were also differentially regulated. Our results suggest that NUDT21 is an upstream regulator of the NF-κB pathway and a potential molecular target for the MES subtype of GBM.
INTRODUCTION
Glioblastoma multiforme (GBM) is the most common malignant glioma in the central nervous system in adults. The median survival of GBM patients is approximately 15 months with treatment, and the 2-year survival rate is only 3% (Stewart, 2002) . Most patients with GBM could live for only a few months without treatment (Sowers et al., 2014) . The global burden of malignant glioma is expected to rise, partly due to the poor prognosis and aging human population. The dispersed nature and invasive growth of GBMs, together with a high frequency of recurrence, are associated with a poor prognosis (Furnari et al., 2007; Etminan et al., 2011a,b) . Thus, new therapy approaches are urgently required. It is known that each GBM tumor is composed of heterogeneous tumor cell populations, including tumor cells with stem cell characteristics, termed glioma initiating cells or glioma stem cells (Hemmati et al., 2003; Singh et al., 2003 Singh et al., , 2004 . Various studies have shown that the stem cell properties in cancer could contribute to tumor initiation and therapeutic resistance (Bao et al., 2006; Vescovi et al., 2006; Capper et al., 2009; Beier et al., 2011) . In various cancers, the transition from the epithelial to the mesenchymal (MES) subtype (epithelial-MES transition; EMT) is associated with advanced malignancy (Nurwidya et al., 2012; Sanchez-Tillo et al., 2012; Shirkoohi, 2013) . Interestingly, MES transition also occurs in GBM and can be induced by the master transcription factors (TFs) STAT3, C/EBPb, and TAZ (Carro et al., 2010; Bhat et al., 2011) . This EMT-like phenotypic shift in GBM in response to various microenvironmental or external factors is now termed the proneural (PN) to MES transition (PMT; Phillips et al., 2006; Bhat et al., 2013; Mao et al., 2013; Halliday et al., 2014) . PN and MES are two robust subtypes of GBM that are generally consistent with the classification schemes. GBMs in the MES subclass are predominantly primary tumors and exhibit a worse prognosis compared to PN tumors (Pelloski et al., 2005; Phillips et al., 2006; Colman et al., 2010) . Therefore, determining the precise mechanism of MES differentiation will have great implications for the treatment of GBM. Currently, more efforts should be directed toward clarifying the molecular mechanisms that control the phenotypic shift of the two subtypes of GBM.
It has recently been demonstrated that nuclear factor kappa B (NF-κB) is a master regulator that drives MES transdifferentiation (Bhat et al., 2013) . The NF-κB proteins are a family of TFs mediating immune and inflammatory responses (Robe et al., 2004; Angileri et al., 2008; Korkolopoulou et al., 2008) . NF-κB signaling is critically important during glioma development and progression (Basseres and Baldwin, 2006; Hoffmann and Baltimore, 2006; Karin, 2006) . Various studies have found that levels of NF-κB activity in GBM tissues, as determined by serine phosphorylation, are much higher than in normal tissues (Wang et al., 2004; Nozell et al., 2008) and correspond with an increasing grade of astrocytic tumors (Angileri et al., 2008; Korkolopoulou et al., 2008) . Using specific inhibitors to inhibit the activation of NF-κB could inhibit glioma growth; however, the precise mechanism of NF-κB activation in GBMs is currently poorly understood. NF-κB inhibitor zeta (NFKBIZ) is a protein encoded by the NFKBIZ gene in humans (Eto et al., 2003; Totzke et al., 2006) . Unlike various other typical NF-κB proteins, NFKBIZ is not rapidly degraded but, rather, stably accumulates in the nucleus where it inhibits NF-κB activity (Totzke et al., 2006) . Importantly, inhibiting the activation of NF-κB may be an effective alternative therapy for inhibiting GBM growth (Robe et al., 2004) .
Located in the last or 3 -most exons, alternative poly(A) sites could lead to the production of mRNAs with variable 3 -untranslated regions, resulting in protein products that vary at the C-terminus (Elkon et al., 2013) . NUDT21, a tumor-associated gene, has been studied for many years, and the protein encoded by this gene, the Cleavage Factor Im (CFIm25), is one subunit of a cleavage factor required for 3 -RNA cleavage and polyadenylation processing (Masamha et al., 2014) . Previous studies found that CFIm is a heterodimer consisting of a 25-kDa protein (NUDT21/CPSF5) and a larger subunit. A complex consisting of NUDT21 and a 68-kDa subunit protein (CPSF6) are sufficient for RNA binding (Dettwiler et al., 2004) , and this heterodimer reconstitutes CFIm processing activity (Ruegsegger et al., 1996) . Additional larger subunits (59 and 72 kDa) also have been identified (Dettwiler et al., 2004; Venkataraman et al., 2005) , but their significance remains uncertain. Besides, this heterodimer also appear to act in 3 -end processing of NEAT1_1, which is a specific long non-coding RNA, including two isoforms NEAT1_1 and NEAT1_2 (Naganuma et al., 2012) . The authors observed that the RNAi of NUDT21 or CPSF6 markedly diminished NEAT1_1 levels and simultaneously increased the NEAT1_2 level. Furthermore, it has been reported currently that alterations in the NUDT21 gene cause changes in the level of MeCP2 protein in cells and leads to neuropsychiatric diseases (Gennarino et al., 2015) .
NUDT21 plays a pivotal role in 3 -end processing and might be indispensable for elucidating the fundamental mechanisms regarding regulating alternative poly(A) site selection, thus controlling glioma malignancy. The exact roles of NUDT21 in GBM and various other cancers have not been elucidated, thus more research is warranted. Specifically, it remains to be determined whether NUDT21 plays a role in GBM pathophysiology. In the present study, driven by the fact that NUDT21 is a promising candidate from gene screening, we sought to examine its potential roles in glioma incidence, tumor growth and MES transdifferentiation. Interestingly, the association between NUDT21 and the NF-κB signaling pathway has been further elucidated. Here, we utilized in vivo and in vitro techniques to identify the precise mechanisms underlying the role of NUDT21 in GBM promotion and MES identity determination. Our results indicate that targeting the NUDT21-induced NF-κB signaling axis may be a therapeutic strategy for the treatment of GBM patients with an MES signature.
MATERIALS AND METHODS

Cancer Patient Samples
Samples were harvested from 15 fresh matched pairs of tissues samples isolated from GBM patients who were hospitalized in The Second Affiliated Hospital of Dalian Medical University between September 2014 and December 2016 (Supplementary Table S2 ). Tumoral tissues in addition to their adjacent noncancerous tissues (ANCTs) were obtained from all patients during surgery under the conventions of the Ethics Committee. ANCT was defined as the normal breast tissue diagnosed by the pathologists through H&E staining. Written informed consent was obtained from all patients. The Ethics Committee of The Second Affiliated Hospital of Dalian Medical University approved the study protocol, and all experiments were performed in accordance with the approved guidelines.
Cell Culture
Human U87MG (U87) and U251 cell lines were obtained from American Type Culture Collection (Manassas, VA, United States). Cells were maintained in DMEM supplemented with 10% fetal bovine serum (FBS) . All cell cultures were maintained at 37 • C in a humidified atmosphere containing 5% CO 2 .
NUDT21 Knockdown Using shRNAs
The lentiviral vectors were purchased from Shanghai Genechem Company Ltd., China. A non-silencing shRNA (5 -GCCTAACTGTGTCAGAAGGAA-3 ) was used as the negative control (shCtrl). The siRNA sequence targeting the NUDT21 gene was 5 -ACCTCCTCAGTATCCATAT-3 . Cells were seeded into a six-well plate (∼5 × 10 4 cells per well) and incubated at 37 • C with 5% CO 2 until they reached ∼30% confluence before transfection.
Cell Viability Assay
Cell proliferation was determined by MTT (Roche Diagnosis, Indianapolis, IN, United States) assay. Cells were plated at a certain density (1 × 10 3 cells per well) in 96-well plates. Cells were then incubated in complete media for another 5 days. After 5 days incubation, cell growth was measured. The effect of NUDT21 knockdown on cell viability was assessed as the percent cell viability compared with the untreated control group, which was assigned 100% viability. The optical density (OD) values were determined (wavelength: 490 nm). All experiments were performed in triplicate.
Celigo Assay
After achieving the logarithmic growth phase, U87MG or U251 cells were digested with trypsin, resuspended in standard medium, and then seeded into 96-well plates at a density of 2,000 cells/well. The number of green fluorescent protein fluorescence-positive cells was counted using a Cellomics Array Scan High Contents Screening Reader on five consecutive days.
Cell Cycle Analysis
Cells were plated in six-well plates for 24 h. After the G1/GO synchronization by FBS deprivation for 48 h, cells were incubated in DMEM supplemented with 10% FBS again for another 48 h. Then cells were collected and washed once with cold PBS, then stained with a propidium iodide (PI) solution (50 mg/mL PI and 0.5 mg/mL RNase in TBST buffer) for 15 min at 4 • C. Cell cycle distribution was measured using a FACS Accuri C6 flow cytometer (Genetimes Technology Inc.).
Western Blot Analysis
Cell total proteins were collected using RIPA lysis buffer containing phosphatase and protease inhibitors (Roche, Switzerland) in accordance with the manufacturer's instructions. Glioma and normal tissues were lysed in lysis buffer with shaking at 4 • C for 30 min. Proteins were quantified by a bicinchoninic acid assay protein assay kit. Proteins were separated by SDS-PAGE, and then transferred to PVDF membranes, blocked with 5% fat-free dry milk or 5% BSA in TBST and immunoblotted with primary antibodies at 4 • C overnight. The following day, the membranes were incubated with second antibodies at room temperature for 2 h. The protein bands were detected by enhanced chemiluminescence. The NFKBIZ antibody was purchased from Proteintech. The fibronectin-1 (FN1) and chitinase-3-like protein 1 (CHI3L1) antibodies were purchased from Abcam.
Quantitative Real-Time Reverse Transcription Polymerase Chain Reaction
Total RNA was obtained using the TRIzol one-step RNA isolation kit (TaKaRa Bio, Dalian, China). Specific cDNA were synthesized from total RNA using PrimeScript RT Reagent Kit (TaKaRa Bio, Dalian, China) according to the manufacturer's instructions. The relative mRNA expression of each gene was normalized to glyceraldehyde 3-phosphate dehydrogenase (GAPDH) RNA levels and was analyzed using the 2 − C T method. The primers were synthesized by Invitrogen (Shanghai, China). The primers were sense 5 -GGTCACTCAGTTCGGCAACAA-3 , antisense 5 -CTCATGCGCTGAAATCTGGC-3 for NUDT21; sense 5 -CAAAGGCTTACAATGGCAAC-3 , antisense 5 -CA TCGGGAACCAAATGCAC-3 for NFKBIZ; and sense 5 -TG ACTTCAACAGCGACACCCA-3 , antisense 5 -CACCCTGTTG CTGTAGCCAAA-3 for GAPDH.
Microarray Gene Expression Analysis
Total RNA was extracted from U87MG cells after transfection with shNUDT21, and 50-500 ng of RNA was used to generate biotin-modified amplified RNA (aRNA) using a GeneChip 3 IVT Express Kit (Affymetrix, United States). Reverse transcription was performed using a T7 oligo (dT) primer, and a first-strand IVT Labeling Master Mix was used to produce multiple copies of biotin-modified aRNA. The aRNA was then purified and quantified. After fragmentation, the aRNA was hybridized to the GeneChip PrimeView Human gene expression array cartridge (Affymetrix, United States). After hybridization, the chips were stained with phycoerythrin and washed in a GeneChip Fluidics Station 450. The microarray signals were scanned and analyzed using a GeneChip Array Scanner 3000 7G.
Gene signatures were compared between the shCtrl and shNUDT21 cells. To identify pathways commonly deregulated in the shNUDT21 U87MG cells, enrichment of the differentially expressed gene signatures in human pathways was evaluated by gene set enrichment analysis (GSEA; Subramanian et al., 2005) using pathways collected in the hallmark and c2 curated gene sets 1 with 1,000 gene label permutations (gene sets). Significantly enriched gene sets, defined by nominal p < 0.05, were compared between shCtrl and shNUDT21 gene signatures.
Animal Studies
All the animals were maintained in the SPF Laboratory Animal Center at Dalian Medical University, which was also the site at which all the animal experiments were performed. Female nu/nu mice (4-6 weeks old) were used for these experiments. To evaluate the effect of NUDT21 knockdown in a human U87MG xenograft glioma mouse model, we subcutaneously injected U87MG cells (2 × 10 6 in 100 µl PBS) near the axillary fossae of the nude mice using a 27-gauge needle. The tumor cellinoculated mice were then randomly divided into two groups, each of which contained five mice. The tumors were measured with a caliper every day, and tumor volumes were calculated using the following formula: V = 1/2 (width 2 × length). Body weights were also recorded. On day 5 after tumor cell inoculation, all the experimental mice were euthanized with ether anesthesia, and their total tumor weights were measured.
All animal maintenance and procedures were carried out in strict accordance with the recommendations established by the Animal Care and Ethics Committee of Dalian Medical University as well as the guidelines by the United States National Institutes of Health Guide for the Care and Use of Laboratory Animals. The protocol was approved by the Animal Care and Ethics Committee of Dalian Medical University. In the animal study, all efforts were made to minimize the suffering of the mice. All mice were humanely sacrificed under ether anesthesia inhalation before death.
Statistical Analysis
Student's t-test (two-tailed), t-test with Welch's correction, F-test were performed to analyze the data using GraphPad Prism 6.0 software. The concrete methods of t-test analysis in current study are as follows: the data of two groups for comparison were analyzed by F-test firstly (homogeneity test of variance): If the value of F-test >0.05, the value of t-test was obtained according to heteroscedasticity double sample test. If the value of F-test <0.05, the value of t-test was obtained according to the heteroscedasticity double sample test; the value of t-test <0.05 indicated that there was significant difference between the two experimental groups, and the value of t-test >0.05 indicated that there was no significant difference between the two experimental groups. Two-way analysis of variance (ANOVA), followed by a Bonferroni's test for multiple comparisons, were performed to analyze the data for Figures 2C,D,F, 3A and Supplementary Figures S1B,E, S2A. While one-way ANOVA, followed by a Tukey's post-test for multiple comparisons, were performed to analyze the data for Figure 5B . For most of the in vitro and animal experiments, Student's t-tests were used to calculate the p-value. p-Values less than 0.05 were considered statistically significant. ns, significant; * p < 0.05; * * p < 0.01; * * * p < 0.001; * * * * p < 0.0001.
RESULTS
NUDT21 Expression Is Upregulated in Human GBM Tissues
To examine the NUDT21 expression level, we analyzed TCGA Level-3 expression levels in GBM tissues compared with normal tissues and found that NUDT21 was significantly upregulated in GBM tissues ( Figure 1A) . Then, we re-analyzed NUDT21 expression in GBM or normal tissue based on public data on the Oncomine website 2 and found that NUDT21 expression was 2 https://www.oncomine.org/ also significantly increased in GBMs of two different datasets ( Figures 1B,C) . To confirm this result, we examined NUDT21 expression using quantitative real-time reverse transcription polymerase chain reaction (RT-qPCR) in 15 pairs of GBM tissues and corresponding non-tumor tissues ( Figure 1D ). All these indicated that upregulation of NUDT21 may be important for GBM pathogenesis.
Functional Loss of NUDT21 Impacts GBM Cell Proliferation in Vitro
The results of RT-qPCR indicated that all four glioblastoma cell lines could be of high-expression of NUDT21. To investigate the biological consequence of the loss of NUDT21 in GBM cells, the U87MG and U251 cell lines were selected for further study (Figure 2A) . First, NUDT21 knockdown was performed using shRNAs ( Figure 2B) . Next, the MTT assay indicated that, compared with the cell proliferation in control cells, NUDT21 knockdown significantly decreased cell proliferation in U87MG cells. The OD values of three accessory holes were measured, followed by statistically analysis (t-test) between shNUDT21 group and control group at indicated days ( Figure 2C) . Next, the Celigo assay was performed to detect cell viability, and t-test was exerted to confirm the statistical significance of differences between shNUDT21 group and control group at indicated days. The colony numbers of U87MG cells transfected with shCtrl were significantly higher than those transfected with shNUDT21 ( Figure 2D ). These results indicated that the functional loss of NUDT21 inhibits GBM cell proliferation. U87MG cells were transfected with shNUDT21 to further elucidate the physiological role of NUDT21 in glioma cell growth. After 48 h, cell apoptosis was analyzed using flow cytometry. Our experiments confirmed that transfection of shNUDT21 enhanced apoptosis ( Figure 2E) . Besides, flow cytometry analysis was performed to further examine whether NUDT21 could affect the proliferation of GBM cells by altering cell cycle progression. Above all, shNUDT21 transfected into U87MG cells could block cell cycle progression ( Figure 2F ). The bar chart represented the percentage of cells in G0/G1, S, or G2/M phase, as indicated. And the results indicated that cells were arrested in the G2/M phase, the percentage of cells in the S phase decreased, while the G1 phase did not change significantly. Then we exerted t-test to further confirm the significance of differences between groups. The results of other GBM cell line, U251, confirmed those observed in U87MG cells (Supplementary Figure S1) . Above all, these results suggested that the functional loss of NUDT21 may inhibit cell proliferation, block cell cycle progression and promote cell apoptosis.
Functional Loss of NUDT21 Inhibits GBM Tumorigenesis in Vivo
To examine whether the NUDT21 expression level could affect tumorigenesis, shCtrl/shNUDT21-transfected U87MG cells were inoculated into nude mice. The average tumor volume was measured in each group, followed by statistically analysis (t-test) between shNUDT21 group and control group at indicated days. It could be indicated that the tumor growth rate was significantly slower in the shNUDT21 group than that in the FIGURE 1 | NUDT21 expression is upregulated in human GBM tissues. (A) The correlation of NUDT21 RNA expression levels with the incidence of GBM (WHO IV) was examined. We selected glioma-related keywords in the data download page and downloaded TCGA Level-3 documents of HT_HG-U133A type in Exp-Gene. According to barcode information of selected samples, 539 GBM (WHO IV) samples and 10 normal brain samples were selected. We then used Affy and Limma packages to normalize and exert t-test using R programming language. After selection based on p-value <0.05 and |logFC| ≥ 1 (with 2 as the base), we finally got that FC = 2.0001, p = 4.66E-05, FDR = 1.44E-04. (B) NUDT21 expression in TCGA Brain dataset was analyzed by Oncomine website tools. NUDT21 was significantly (p < 0.0001) upregulated in GBM tissues (n = 542) compared with normal brain tissues (n = 10). (C) NUDT21 expression in Murat Brain dataset was analyzed by Oncomine website tools. NUDT21 was significantly (p = 0.003) upregulated in GBM tissues (n = 80) compared with normal brain tissues (n = 4). (D) NUDT21 expression was examined using RT-qPCR in 15 pairs of GBM tissues in patients compared with corresponding non-tumor tissues, and the NUDT21 expression was significantly increased in GBM tissues. Error bars, standard error. * * * p < 0.001.
control group (Figure 3A) . Up to 16 days after injection, the average tumor weight in the shNUDT21 group was markedly lower than that in the shCtrl group ( Figure 3B ). Then we exerted RT-qPCR analysis, to examine the NUDT21 expression level in tumor tissues ( Figure 3C) . Furthermore, the tumors developed from shNUDT21-transfected U87MG cells were also found to display lower proliferating cell nuclear antigen (PCNA) staining compared to the tumors formed by shCtrl-transfected U87MG cells, as detected by immunohistochemistry analysis ( Figure 3D) . Besides, the data of U251 cells further determined the role of NUDT21 expression in GBM tumorigenesis (Supplementary Figure S2) .
Silencing NUDT21 May Exert a Critical Effect on MES Identity in GBM Cells via the NF-κB Pathway
Abnormal activation of the MES phenotype in GBM is associated with an increase in cellular motility, glycolysis and genes related to inflammatory properties (Zhong et al., 2010) . In order to elucidate the molecular mechanisms underlying the role of NUDT21 in GBM cell phenotypes, we performed gene microarray analysis to compare gene expression of shCtrl-transfected versus shNUDT21-transfected U87MG cells. Differentially expressed genes with more than 1.5-fold change in could be identified. The results demonstrated that 293 and 457 genes were upregulated and downregulated in the shNUDT21-transfected cells, respectively (Supplementary Table S1 ). Next, we conducted GSEA (Subramanian et al., 2005 ) to determine whether particular gene sets were enriched in differentially expressed genes regulated by NUDT21. Several gene set classifications, as annotated by the collections of GSEA, were significantly enriched. Interestingly, we found that the knockdown NUDT21 signature was significantly reduced in cells with the MES signature ( Figure 4A ). In addition, other microarray data (Kim et al., 2016 ) also showed that NUDT21 expression was significant upregulated with 1.5-fold change in the GBM cells classified as MES (Figure 4B ).
FIGURE 2 | Knocking down NUDT21 suppresses glioblastoma cell proliferation. (A)
The results of RT-qPCR indicated that all four glioblastoma cell lines could be of high-expression of NUDT21 [ Ct = Ct value of NUDT21 -Ct value of GAPDH (control gene), mean ± SD, n = 3]. The U87MG and U251 cell lines were selected for further study to investigate the biological role of NUDT21 in GBM cells. (B) NUDT21 knockdown was accomplished using shRNAs in glioma cells (mean ± SD, n = 3, * * p < 0.01). (C) MTT assay showed that, compared with the cell proliferation in the control cells, NUDT21 knockdown significantly decreased cell proliferation in U87MG cells. The OD values were measured at indicated days (mean ± SD, n = 3, ns, significant; * * * * p < 0.0001). (D) Celigo assay was performed to detect the cell viability over 5 days after transfection. The colony numbers of U87MG cells transfected with shCtrl were evidently higher than those transfected with shNUDT21 (mean ± SD, n = 3, ns, significant; * * p < 0.01; * * * p < 0.001; * * * * p < 0.0001). (E) To further determine the physiological role of NUDT21 in cell growth, U87MG cells were transfected with shNUDT21. After 48 h, the apoptotic rates of cells were detected by flow cytometry (mean ± SD, n = 3, * * * p < 0.001). (F) Flow cytometry analysis was performed to further examine the effect of NUDT21 on the proliferation and altered cell cycle progression of GBM cells. The bar chart represented the percentage of cells in G0/G1, S, or G2/M phase (mean ± SD, n = 3, ns, significant; * * p < 0.01 versus shCtrl group at indicated phase).
Recently, studies have demonstrated that NF-κB is a master regulator of MES transdifferentiation. Our GSEA results showed that genes affected by NUDT21 silencing in GBM cells had an enriched NF-κB pathway signature ( Figure 4C) . Thus, we decided to focus on the differential expression of the NF-κB signaling pathway. NFKBIZ, as an inhibitor of NF-κB activity, was identified as being upregulated by 1.5-fold after NUDT21 silencing. To further determine targets regulated by NFKBIZ, we examined the knowledge-based interactome surrounding the regulation of NFKBIZ using the Ingenuity Pathway Analysis, and then we overlaid the results with the microarray data that exhibited a 1.5-fold change cut-off. Several targets reported to be involved in the MES identity in GBM cells were differentially regulated, including CHI3L1 and FN1 (Figure 4D) . These data indicate NUDT21 as an upstream regulator of NF-κB signaling that could affect MES identity in GBM cells. Figure S2 ) were injected into the flanks of the nude mice. (A) Tumor volumes were measured on the indicated days (mean ± SD, n = 10, ns, significant; * * * p < 0.001, * * * * p < 0.0001 versus shCtrl group at indicated days). (B) Tumor weights were measured 16 days after injection (mean ± SD, n = 10, * * * p < 0.001). (C) RT-qPCR analysis of NUDT21 expression in tumor tissues transfected with shNUDT21 or shCtrl. The relative levels of NUDT21 mRNA were normalized to GAPDH and compared with the expression in tissues transfected with shCtrl (mean ± SD, n = 3, * * * p < 0.001). (D) Immunohistochemistry analysis of NUDT21 expression in tumors developed from shNUDT21-transfected U87MG cells and tumors formed by shCtrl-transfected U87MG cells. Semi-quantitative analysis of the stained sections was performed using light microscopy to calculate the percentage of positive PCNA staining (mean ± SD, n = 3, * * p < 0.001).
Silencing NUDT21 Could Increase NFKBIZ Expression and Downregulate the MES Identity Genes CHI3L1 and FN1
To validate the results of the microarray analysis, RT-qPCR and western blotting were conducted, and both showed that, compared with NFKBIZ in shCtrl-transfected cells, NFKBIZ was upregulated in NUDT21-silenced U87MG cells. And the result of t-test further confirmed the statistical significance of difference between Ctrl group and shNUDT21 group or between shCtrl group and shNUDT21 group (Figures 5A,B) . To confirm whether NUDT21 regulates CHI3L1 and FN1 expression, we knocked down the expression of NUDT21 in U87MG using shNUDT21. The results indicated that knockdown of NUDT21 in U87MG cells decreased the expression of MES identity genes CHI3L1 and FN1 (Figures 5C,D) . In addition, since NFKBIZ regulates NF-κB signaling by acting as an inhibitor of NF-κB (Yamazaki et al., 2001) , we further examined the downstream NF-κB expression ( Figure 5E ). NFKBIZ could bind to the promoter region of secondary response genes by forming a complex with either p50 homodimers or p50-p65 heterodimers of NF-κB to exert transcriptional regulation. Although NFKBIZ has demonstrated an inhibitory role (Yamazaki et al., 2001) , its function as a transcriptional activator dominates. Besides, the role of NFKBIZ and NF-κB in the shNUDT21-mediated downregulation of cell proliferation have also been determined ( Figure 5F ). Cell proliferation assay indicated that NFKBIZ silencing could reverse the effect of NUDT21 in human glioma, and NF-κB nuclear translocation induced by LPS could also reverse the anticancer effect of NUDT21 knockdown. All these indicated that both NFKBIZ and NF-κB played a role in the shNUDT21-mediated reduced proliferation. Furthermore, to further determine the role of NUDT21 in the NF-κB signaling, the regulating effect of NFKBIZ on the NUDT21-mediated downstream factor CHI3L1 was detected. Western blotting showed that siCHI3L1 reversed the decreased expression by NUDT21 knockdown (Figure 5G) .
DISCUSSION
NUDT21 is a newly discovered gene that could be of great significance in glioma malignancy. However, more efforts should be directed toward clarifying the functions of this gene, and additional proteins encoded by NUDT21 may be essential for glioma survival and malignancy. For the first time, we show that NUDT21 can promote glioma cell proliferation by activating NF-κB signaling. In this study, we used human GBM cells and analyzed the expression of NUDT21 to elucidate the functional significance of NUDT21 in the incidence of GBM. Compared with NUDT21 expression in normal counterparts, NUDT21 expression levels in patient-derived GBM cells were significantly upregulated. RT-qPCR further confirmed this observation. Thus, NUDT21 could play an important role in GBM malignancy. Additional studies also indicated that, compared with the cell proliferation in the control cells, NUDT21 knockdown significantly increased cell proliferation, both in U87MG and U251 cell lines, and the effect of NUDT21 on GBM cell proliferation was exerted by altering cell cycle progression and enhancing apoptosis. Importantly, functional loss of NUDT21 also inhibited GBM tumorigenesis in vivo, according to the observed growth inhibition of xenograft tumors in mice.
It is known that gene expression profiling of GBM has consistently shown the PN and MES subtypes (Bhat et al., 2011) . MES GBMs exhibit a high degree of macrophage/microglial infiltration, and macrophages and microglia may provide extrinsic signals to promote PMT through NF-κB activation (Bhat et al., 2013) . It is thus important to further examine the precise mechanisms and influencing microenvironmental factors those could cooperate to sustain the MES identity in GBM tumors. Currently, whether persistent MES identity or MES phenotype shift influenced by NUDT21 could promote tumor growth is unknown that warrant more research regarding molecular and phenotypic characterization of these tumors. To FIGURE 5 | The results of the microarray data regarding the roles of NFKBIZ, NF-κB, and MES identity genes were further validated. (A,B) RT-qPCR and western blotting showed that NFKBIZ was upregulated in NUDT21-silenced U87MG cells compared with shCtrl-transduced cells (mean ± SD, n = 3, * * p < 0.001 versus Ctrl or shCtrl). (C,D) RT-qPCR and western blotting showed that NUDT21 knockdown in U87MG cells decreased the expression of the MES identity genes CHI3L1 and FN1 (mean ± SD, n = 3, * * p < 0.001 versus Ctrl or shCtrl). (E) Western blotting showed that downstream NF-κB expression was affected. Knocking down NUDT21 inhibited NF-κB translocation from the cytoplasm into the nucleus in glioma cells. Nuclear and cytosolic NF-κB expression levels were analyzed by western blotting, and a quantitative analysis was performed to compare p65 and p50 translocation levels between the different treatment groups. (F) The roles of NFKBIZ and NF-κB in the shNUDT21-mediated downregulation of cell proliferation have also been determined. After 48 h, the OD values were measured (mean ± SD, n = 3, * * p < 0.001, * * * p < 0.001, and * * * * p < 0.0001 versus siCtrl or Ctrl). (G) Western blotting showed that siCHI3L1 reversed the decreased expression by NUDT21 knockdown. Error bars, standard error. clarify the molecular mechanisms by which NUDT21 contributes to the phenotypes of GBM cells, microarray analysis was conducted to explore the gene expression differences in U87MG shCtrl versus U87MG shNUDT21 cells. Differentially expressed genes with more than 1.5-fold change were identified. Several gene set classifications, as annotated by the collections of GSEA, were significantly enriched, and interestingly, we found that the NUDT21 knockdown signature was related to a significant reduction in the MES signature. Currently, more efforts should be directed toward clarifying the precise mechanisms of this interaction.
A regulatory role has been identified in this study for NUDT21 in NF-κB signaling in GBM cells, through affecting the MES identity. Intriguingly, NFKBIZ, as an inhibitor of NF-κB activity, was identified as being upregulated by 1.5-fold after NUDT21 silencing. However, the precise mechanisms regarding the regulatory effect of NUDT21 on NFKBIZ needs further clarification. In addition, several targets that were reported to be involved in MES identity in GBM cells, including CHI3L1 and FN1, were differentially regulated. These data implicate NUDT21 as the regulator of NF-κB signaling, which may affect the MES identity of GBM cells. Ultimately, NUDT21 was determined as a novel candidate for identifying malignant gliomas. We also elucidated a mechanism of pathogenesis by activating the NF-κB pathway via altering NFKBIZ activation and various other targets that were reported to be involved in the MES identity of GBM cells.
Although NF-κB is a potentially promising candidate for MES GBM treatment, it should not be ignored that excessive NF-κB inhibition is probably detrimental because of its suppression of innate immunity (Greten et al., 2007; Baud and Karin, 2009 ). Currently, NF-κB-targeting cancer therapeutics have not been established and the NUDT21-driven NF-κB signaling axis might be a therapeutic target for MES GBMs. Furthermore, since NUDT21 is hardly expressed in normal progenitors and normal brain cells, the toxicity of specific NUDT21 silencers should be modest.
CONCLUSION
We found that NUDT21 could promote both in vivo and in vitro GBM cell proliferation, and our study implicates a critical role for NUDT21 in regulating the MES identity in GBM and suggests NUDT21 as an attractive therapeutic target for MES GBM treatment. The poorly characterized NUDT21 gene is abundantly expressed GBM tissue. Given the great significance of NF-κB signaling in cancer, our findings may not only help to better understand the molecular mechanisms that maintain the characteristics of GBM stem cells, but also identify a molecular therapeutic target for GBM treatment.
In addition, identification of NUDT21-specific inhibitors can potentially advance the development of molecular-targeted therapeutics for various cancers like GBM. NUDT21 may target NFKBIZ signaling and various downstream targets that were found to be involved in the MES identity of GBM cells. These findings provide strong evidence for NUDT21 to be a novel target in malignant glioma treatment. 
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The Supplementary Material for this article can be found online at: https://www.frontiersin.org/articles/10.3389/fnmol. 2017.00420/full#supplementary-material FIGURE S1 | Knocking down NUDT21 suppresses glioblastoma cell proliferation. (A) NUDT21 knockdown was accomplished using shRNA in glioma cells (mean ± SD, n = 3, * * p < 0.01). (B) MTT assay showed that, compared with the cell proliferation in the control cells, NUDT21 knockdown significantly decreased cell proliferation in U251 cells. The OD values were measured at indicated days (mean ± SD, n = 3, ns, significant; * * * p < 0.001, * * * * p < 0.0001). (C) Celigo assay was performed to detect the cell viability over 5 days after transfection. The colony numbers of U251 cells transfected with shCtrl were evidently higher than those transfected with shNUDT21 (mean ± SD, n = 3, ns, significant; * * * * p < 0.0001). (D) To further determine the physiological role of NUDT21 in cell growth, U251 cells were transfected with shNUDT21. After 48 h, the apoptotic rates of cells were detected by flow cytometry (mean ± SD, n = 3, * * p < 0.01). (E) Flow cytometry analysis was performed to further examine the effect of NUDT21 on the proliferation and altered cell cycle progression of GBM cells. The bar chart represented the percentage of cells in G0/G1, S or G2/M phase (mean ± SD, n = 3, ns, significant; * p < 0.05, * * * p < 0.001 versus shCtrl group at indicated phase).
FIGURE S2 | NUDT21 knockdown inhibits xenograft tumorigenicity in vivo in nude mice. U251 cells were injected into the flanks of the nude mice. (A) Tumor volumes were measured on the indicated days (mean ± SD, n = 10, ns, significant; * * * * p < 0.0001 versus shCtrl group at indicated days). (B) Tumor weights were measured 16 days after injection (mean ± SD, n = 10, * * * p < 0.001).
(C) RT-qPCR analysis of NUDT21 expression in tumor tissues transfected with shNUDT21 or shCtrl. The relative levels of NUDT21 mRNA were normalized to GAPDH and compared with the expression in tissues transfected with shCtrl (mean ± SD, n = 3, * * * p < 0.001). (D) Immunohistochemistry (IHC) analysis of NUDT21 expression in tumors developed from shNUDT21-transfected U251 cells and tumors formed by shCtrl-transfected U251 cells. Semi-quantitative analysis of the stained sections was performed using light microscopy to calculate the percentage of positive PCNA staining (mean ± SD, n = 3, * * p < 0.001). 
